By a simple modification, common commercial dehydrated laboratory media can be used for the evaluation of fluorescent pigment excretion by Pseudomonas species. The addition of sufficient sterile egg white or of the iron-binding egg white protein, conalbumin, to bind all the iron in these media converted them to efficient diagnostic media. The amount of egg white found to be satisfactory was 10% of the final medium volume. Its conalbumin equivalent was 1.7 mg of conalbumin per ml of final medium. Such modified media are at least the equivalent of the medium recommended for the evaluation of this important characteristic.
Bacteria of the genus Pseudomonas may, under controlled nutritional conditions, excrete watersoluble fluorescent pigment(s) into the culture media. This property is sometimes used as a characteristic for the taxonomic classification of different species of Pseudomonas. The ability to excrete the pigment(s) is variable (11) and also depends on the composition of the growth medium. The effect of growth medium composition on the excretion of the fluorescent pigment(s) has been the subject of many investigations (4) (5) (6) (7) 13) . Although all compounds essential for growth will certainly affect the production of the pigment(s), the main nutritional condition controlling the biosynthesis and excretion of the fluorescent compounds is the restricted availability of the essential trace element, iron (7, 14) .
Various media have been defined for the evaluation of this important characteristic. Some require special ingredients (6) (which, if analyzed, will be low in iron), and others require tedious and laborious removal by solvent extraction of the iron normally contaminating most ingredients of media. The use of chelating agents and solvent extraction as suggested by Paton (10) Egg white. Sterile egg white was prepared from eggs less than 1 week old, as previously described (2) . That is, the eggs were immersed in 70% ethyl alcohol for 5 min, the excess alcohol was allowed to drain, and the residual alcohol was removed by flaming the shell. The egg shell was cracked and the contents were separated on a sterile commerical tray and separator. The egg white, collected in a sterile beaker, was blended in a sterile blender jar and stored frozen until used.
Conalbumin. Conalbumin was a preparation purified on diethylaminoethyl cellulose by S. Mandeles. A solution of this preparation containing 17 mg/ml was filter-sterilized through ultrafine sintered glass.
Master plate. A master plate was prepared by inoculating the desired number of different organisms from 15-hr broth cultures with sterile glass disposable microsampling pipettes (20 ,uliter). The master plate was then incubated at either 15 (8) .
Detection of fluorescence. Plates were examined after various periods of incubation at both 15 and 28 C under ultraviolet light at 360 m,u (lamp equipped with Sylvania Blacklite Blue Tubes F 15T8-BLB).
Experimental. PsAF, a medium especially designed for evaluation of pigment excretion, was used as a reference (6) . The other common laboratory media used were PCA, TSA, and NA. The production of fluorescent pigment on these agar media was compared to the production on these media supplemented with 10lo sterile egg white.
Experiments were conducted to establish that the iron binding egg white protein, conalbumin, was the effective factor in egg white controlling the excretion of the fluorescent pigments. The ability of the four basic media to promote pigment excretion was compared with that of the media supplemented with 10% egg white, with that of the basic media supplemented with 10% egg white whose conalbumin had been completely saturated with iron (21 ,ug of Fe per ml of egg white), and with that of the basic media supplemented with conalbumin equivalent to the amount found in 10% egg white (1 ml of egg white 17 mg of conalbumin).
Investigations were conducted with PsAF to establish that its ability to enhance pigment excretion by Pseudomonas is mainly due to its low iron content. The performance of the basic medium was compared with that of the basic medium supplemented with 0.1, 0.3, 1.0, and 3.0 ppm of Fe.
The replicated plates were incubated at both 28 and 15 C. They were examined under ultraviolet (360 m,p) after 5, 24, and 48 hr of incubation.
RESULTS
The excretion of fluorescent pigment(s) by the test organism on the four basic media with 10% egg white (B series) and without supplementation (A series) is shown in Fig. 1 . PsAF (Fig. 1, A) is recommended as a diagnostic medium for pigment excretion by Pseudomonas (6) . The addition of 10% egg white to this medium (Fig.  1, B) , however, greatly stimulated the excretion of fluorescent pigments by the test organisms. After 5 hr of incubation at 28 C, the supplemented medium is much superior, i.e., only 2 of 21 isolates were fluorescent on PsAF, whereas 15 of 21 were fluorescent on the 10% egg white-supplemented medium.
The supplementation of the other common commercial dehydrated media ( Fig. 1: 2A , PCA; 3A, TSA; 4A, NA) with 10%0 egg white (i.e., 2B, 3B, and 4B) made them excellent diagnostic media for pigment excretion detection. With this supplementation, the three media were at least the equivalent of PsAF (compare, in Fig. 1, 2B , 3B, and 4B with IA). The quantity of pigment excreted under these restricted conditions of iron availability was considerably greater (Fig. 1) . Some isolates, however, were able to excrete substantial quantities of pigment(s) even on the unsupplemented media.
Results of supplementation of the basic media with egg white, egg white and iron, and conalbumin are shown in Fig. 2 . The basic medium (Fig. 2, 3A) (12, 14) is the factor in egg white responsible for the increase in production of pigment by organisms growing on these media. Similar results were obtained with the other basic media.
Results of supplementation of PsAF with increasing concentrations of iron are given in Table 1 . This medium owes its ability to promote pigment excretion to its low iron content. Its main nitrogen source, Proteose Peptone No. 3, is an ingredient developed for use in culture media for the production of diptheria toxin (Difco Manual, p. 257-259, 9th ed., 1953), whose biosynthesis and excretion is critically dependent on the iron concentration available to the organisms (9) . When an additional 3 ppm of Fe was added to the medium, its diagnostic ability was lost. Again, at early stages of incubation (8 hr), supplementation of the basic medium with egg white improved the ability of bacteria growing thereon to excrete pigment.
The nonfluorescent strain of P. fluorescens NRRL B-10 did not excrete fluorescent pigments on any of these media. 
